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Survey of diseases in juvenile sea turtles in the conservation station at
Royal Navy Base, Chonburi Province
Thanaporn Chuen-Im
Department of Microbiology, Faculty of Science, Silpakorn University

Sanamchan Place, Nakorn Pathom Thailand 73000

Abstract

To survey diseases in juvenile sea turtles died at the Sea Turtle Conservation Station, the
total of 65 samples were collected during 2005 and 2007. Investigation of these turtles
revealed lesions and clinical signs in both external and internal organs such as shells,
flippers, tails and anuses, stomachs, intestines, and livers. No infection of parasites or
parasitic eggs was observed. The diseases found in these turtles were ulcerative
dermatitis, ulcerative stomatitis, necrotizing hepatitis, gastrectasis, and impacted
intestines. Using TEM and histology, lesion tissues were determined and the results
showed clumps of bacteria distributing in the samples. These bacteria were either
Gram-positive or —negative, and either in coccus, rod, or curved rod shapes. No hyphae
of fungi or papillomavirus infection, a cause of fibrinopapillomatosis, found in the tissues.
Identification of bacteria isolated from the lesions results in 10 genus or species,
including Citrobacter freundii, Aeromonas hydrophila, Vibrio alginolyticus, Vibrio
parahaemolyticus,  Micrococcus  spp., B—haemolytic Staphylococcus  spp.,
Streptococcus group C, Edwardsiella spp., Corynebacterium spp., and Aureobacterium
spp. Fluorescence in situ hybridization (FISH) are currently developed to use for study of
bacteria infection in lesion tissues. Thus far, two probe sequences are developed to use

for Vibrio spp. and Staphylococcus aureus.
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2.1 #15LAN

Absolute alcohol

Potato Dextose Agar (PDA)
Nutrient Agar (NA)

Nutrient Broth (NB)
Thiosulfate Citrate Bile Salt Agar (TCBS)
NaCl

Gram stain reagents
Saturated picric acid
40%formalin

Glacial acetic acid

Glycerol

xylene

WP ULUAA

fmm coarse abrasive

{iﬁm fine abrasive

RANAU

HRH Hematoxylin
AdlanEosin

lithium carbonate

DPX

2.5% glutraaldehyde
phosphate buffer pH 7.2

1% osmium tetroxide (OsO,)
propylene oxide

epoxy resin

5% glLsiaas@mem (UO,) (C,H,0,),.2H,0
WATMNIA Pb,(C,H.0,).3H,0
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(Transmission electron microscope; TEM)

1. fnTusnetdneaaateandaeiles 0.1M phosphate buffer pH 7.2 WAIAY
ANINFRRENAY 2.5% glutraaldehyde Tu 0.1M phosphate buffer pH 7.2 11U 24 %ﬁtm
Fragnarimesnianfiazuluhennssannfiaesdie 1% osmium tetroxide (0s0,) 11 0.1
M phosphate buffer pH 7.2 14114 2 Fnlnaudndnesachadaatimines

2 Aaieenanimadiagfiefiaueanesedmusndussl 30, 50, 70, 80, 90 uax 95
wWeidus anmiuutfhaginelu propylene oxide W 20 W7 vinRauan 3 ﬂ%ﬂﬁﬂMMqiﬁﬂﬂ
uduTTufetngluTe I aINANTE epoxy resin @gifill propylene oxide el epoxy
resin Aee” uwnandudnllludnedwlfR wianinnnssziie propylene oxide seiaean’i
vnn euitaziledugansng (embedding) a4l pure epoxy resin

3. 1iln pure epoxy resin Wi lHEAAS block FaatngllElH1dAnumun 60-90 unTw
wna Faeieiassanslalasian (ultra microtome) udavinnsdiansiasinadag 5% ytians-
Tnn (UO,) (C,H,0,),2H,0 wazandingm Pb,(C,H.0.).3H,0 Lﬁmﬁumﬁmﬁwﬁm

(contrast) uazFnatien i IR feuAnsastesaandasaanssamiiudasninui 20 kv.

& a a o & o & a o o I
224 NISUENITIAAAUNT AN ALNALAENNSALUNTRRAUN St ine g
A8n1snagaumudLAN (biochemical tests)

¥

1. a19TuilefiefaetnansesnisAnendaeiwmes 0.1M phosphate buffer pH 7.2 #
v 1 v
tnunianlvilssannmanda duliiazanasaetiifaainiunimalilsAannida
A 4 4 X g
2. FATULAAI8N97 ININHNILNN TN AT LA LI LN ALNA
] é’ dl o 1 a 1 (% é’ -dl 1 o [ 1) val
3. MN17 swab liatiafqasnetznudousnunnilatiaasnerydnedelne i lidnng

= T B X N Y S = >
LLMZ@Q%@%LW@M@‘HL@ﬂ\iﬂ’]ﬁ‘ﬂum@u@ﬁﬂfﬂ@’ﬂuj WA streak @QUU@WMW?L@HQL‘?]@V]LM?EINILQ
1% ' dld ] di ] a2 a djj a = o‘d‘
VL@LLﬂ NA 1AL PDA nuaduNdNaas NaCl 3% LW@%’JEQLHT]’]?L@?ELILﬁ]‘l.lt[?ﬂl“ﬂ\‘lﬂ@’ﬂ@u%ﬁ‘ﬁm

a

Faan1naalunisiasty (Glazebrook waz Campbell, 1990n)

o
¥ 4

4. MNsLNamAETaliNgmMnN 25°C WATATIAABLNITLATIYTBNRAVTENAING

wW1ziEe 24°C uazyniuiungn 3

fd!d a

5 lunsnstizesuuanFauazdasimeinisasyresaaurisdidulalativilauiuazsin
X a = Y a < o o ' 1% o a =
NsueNIaqauYTd WiLFgNna IngenAuuannisawANAAUaNEUE 2w dredlalall

wazn1sfaNAARLNINTDIQAUYITE

11



aa
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1. MNITLRLNLLLANL E‘VI[Elﬂx‘lmﬁ?mfm@@‘i_lsluﬂ’M”lﬁ‘L@H\‘lL°ijrJ 1 ﬁutﬂﬂlﬂ]ﬂqw 37 aNAN

=
AR
2. TR INeANAZNAVITAR WL AN (FEILAI N E21HN 18 IHUAIURENauTas b

¥

3. AWmznauaduUANIzEdan PBS buffer Inenisga hlilmauasmanenis neuiiazin

LA d .
nstlumReiiaanaznauTad
4. padaw PBS buffer Mgl udrdnsmznaumadasde 3. anads

5. iNN9 fix LIaa W 4% paraformaldehyde 1 dalug waanng paraformaldehyde aan

WA 70% EtOH 1n1d 30 w19 annthunumas 1 lugnuugay EtOH:PBS Nansngdau 1:1
6. neInRNTAZAEIAs 1 tulPsansaLLalas Uaas 1

7. vnnsaatneanineld ethanol series grade (50%, 80%, uaz 98%) Ludlamn -20

= ' ¥
AIANTALTEA AUNI1 1E9U

8. dMFLLLAT FaLNTNUANe eanTlaTagfag lysozyme (1 mg/ml T 10 mM Tris-HCI
pH 8.0) W1 15 W waz lysostaphin (10 ug/ml T 10 mM Tris-HCI pH 8.0) 111 5 W7

weALi3EN 69 ethanol series grade M@ hybridization

9. AWFLUUATFuLNINALNN hybridize 11U probe lalaglusiagsinunnseansae

lysozyme
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10. Uaneliia lasuiaudain hybridization buffer 10 TulAsams (0.9 M NaCl: 0.02 M
Tris-HCI pH 8.0; 0.01% SDS; 20% formamide) %383 probe AINLAINAUgATINE 200 ng/m
(A1ALLLIET89 probe AFuanalunnandg 2) Ui 46 aeATaldea 1w 1.30 92l

11. 1MN19819 probe @uiuaanAqe washing buffer (0.225 M NaCl; 0.02 M Tris-HCI;

0.01% SDS) UNUU 15 W17 48 BALTALTHER

12. fiantilun@ag DAPI 114 5 W

A157197 2 AIALLUATRY probe N TRINTUNNITATIANNTALLATLZ AT UAGN o]

probe ANPLLLA N
Staphylococcus spp. | 5-TCC TCC ATATCT CTG CGC-3’ Trebesius LazAtdy, 2000
Vibrio spp. 5'-AGG CCA CAA CCT CCA AGT AG-3' | http://bicinfo.unice.fr
(16s rRNA) EUB338 5'-GCTGCCTCCCGTAGGAGT-3 Amann LlazAny, 1990
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5% 5 nsldamsgnisnayuassinngs (Te) ausaduans waz (191) Wadan

L ~
ANLRABIAA

S

3.2 NM15A199aLgALUgNLAMEIANANANAUEaYSNHN UGN LA

Q

v
o

AInNnsdnsasinatagnisinziafineanAutanine At WA, 2548 Dig 2550 AU
VNUNA 65 f (§NIAIAYITUIU 40 FRUAZQNIFINITATUIU 25 FI) BIETBIFIRENQNADE]
TUT999E1979 2-3 1ABU ANENUAZANNNANNTBINTZABIGNLENEIUA TULIUTa A UTAILY
HAeanag luT99IEdng 5.7 - 6.4 lIURANAT UAT 7.3 — 8.5 LIURINAT AMNANAL WWHainIg
AIIRFBULIALLALAZAINTEALNAN AR TNTIRTENEAEUEN 111 NITABY FENA LTI
a o v o/ ! ! dl 1 o o
Homtle wauaziu uazedanzngluseniavesgnismeia (GUN 6 n) ww diela sy
nsznzamns a1ld 1o udy ainesmaasudaalanlinudneniznsfinmanens
Us@n viveldreanensyversdn usinuainislsaniinsine agdlfssi

- unaknanuuesLuRamisnuansia (ulcerative dermatitis) WUNINA
a o a o v dl = v = o dl
HomleLTnnianAe NuLazyne NaneAsumiiuazATUNAS (310 69)

dl a a o [~ a K 9 d’l’ dl
- UAuNaNLRMNIzAeY Haneuziflusnafuandi il lwillenszaes (U7 6m)
dl o dl A ] . iy

- unailesuazuNadnidureEeyleanlutesin  (ulcerative stomatitis) WL
o X o = P v -4 =
ANHUTAUBNIAL IUUBIALNABIAA UL LUAY (317 6 )

- FUSNAU (necrotizing hepatitis) WuANHUTUEATIUAARITERYTRIMNNITANAY]

Maseny Unesnasinefulaneaeudianazdnlasuliifudwasswden (317 6 a)

k1l
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